Salmonella enterica Enteritidis (S. Enteritidis) and Salmonella enterica Pullorum (S. pullorum) are regarded as a threat to poultry production. This study's aim is to characterize the expression profiles in response to three different challenges and to identify infection-related genes in the chicken spleen and caecum. Groups of the Chinese chicken breed Langshan were challenged with either S. Enteritidis, S. pullorum, or poly(I:C). The concentrations of cytokines and antibodies and the Salmonella colonization level of the caecum and liver were detected in each group at 7 days postinfection. Expression microarray experiments were conducted using mRNA isolated from both spleen and caecum. Crucial differentially expressed genes (DEGs) associated with immunity were identified. Four DEGs were identified in spleen of all three challenge groups (RBM16, FAH, SOX5, and RBM9) and different four genes in caecum (SOUL, FCN2, ANLN, and ACSL1). Expression profiles were clearly different among the three challenged groups. Genes enriched in the spleen of birds infected with S. pullorum were enriched in lymphocyte proliferation related pathways, but the enriched genes in the caecum of the same group were primarily enriched in innate immunity or antibacterial responses. The DEGs that appear across all three challenge groups might represent global response factors for different pathogens.
Introduction
Salmonella is frequently detected during the process of poultry production, especially Salmonella enterica Enteritidis (S. Enteritidis) and Salmonella enterica Pullorum (S. pullorum). Chicks over one-month of age have a low mortality rate when infected with S. Enteritidis [1] , but in chicks less than one month old, this infection causes symptoms such as diarrhea, intestinal lesions, and an influx of heterophils into the gut accompanied by inflammation and damage to villi, leading to high mortality [2] . S. pullorum can cause young chicken cachexia, drop-head, wing prolapse, white fecal, loose stool, and anal blockage by excrement, with high mortality rates until two or three weeks of age [1] .
Salmonella activates the innate immune system in the early stage of infection, particularly by LPS the TLR4 pathway after stimulation by lipopolysaccharide (LPS) [3] . Molecules involved in this process have been widely studied, including the TLR family and intermediate signal factors such as MyD88 [4] . However, compared with human or mouse, the studies of immune regulation mechanism on chicken were not sufficient. Most of these studies on chicken mainly focused on comprehensively investigating the expression patterns of a few crucial regulative genes after a specific infection [5] .
To investigate the whole expression profiles of chicks infected with Salmonella, some researchers have performed expression microarray experiments and identified genes related to the innate immune response [6] [7] [8] [9] [10] [11] . For instance, van Hemert et al. identified differential expression of genes by microarray experiments in intestinal tissue sampled from chicks infected with S. Enteritidis and uninfected individuals [8] [9] [10] . Similarly, Schokker et al. identified 20 key hub genes by analyzing a time series of microarray data of intestinal tissues collected at different time points after day-old chicks were infected with S. Enteritidis [11] . van Hemert et al. collected samples at the 1st, 3rd, 5th, 7th, 9th, 11th, 15th, and 21st day postinfection, and Schokker et al. sampled six consecutive time points postinfection, which were the 1st, 2nd, 4th, 8th, 12th, and 21st day postinfection. Considering the features of pathogenesis caused by Salmonella, we choose the 7th day postinfection as the sampling time point at which to carry out microarray experiments to investigate the immune response of the spleen and caecum to different types of Salmonella as well as Poly(I:C).
Poly(I:C) is regarded as an analog of RNA viruses such as avian influenza virus and is normally used as an immunesystem activator, specifically activating the TLR3 pathway or the MDA5 pathway, which is related to antiviral function [12] . Its effect is different from LPS, which triggers the TLR4 pathway causing an inflammatory reaction. Therefore, the immune response to poly(I:C) might be extremely different from the response to these two serotypes of Salmonella, which could lead to a highly distinct gene expression profile [3, 8, 11, 13, 14] .
We chose to study Langshan chickens in the current experiment. The Langshan breed has the good meat quality but a longer growth period than commercial broilers [15] [16] [17] . Te Pas et al. carried out a meta-analysis to integrate several individual artificial infection experiments and found that different chicken lines exhibited that different expression profiles of immune response in each line were varied [18] , which was validated via Schokker et al. 's study as well [19] . Therefore, we hypothesized that because of different genetic backgrounds, the Langshan breed (Chinese indigenous) and commercial broiler breeds would have different expression profiles of antimicrobial response.
This study used three antigens to challenge day-old Langshan chicks. By comparing the gene expression profiles of the spleen and caecum of the challenged chicks at seventh days postinfection with the expression profiles of the control chicks at the same time, we identified DEGs that were involved in the immune response. These genes are candidates for breeding disease-resistant lines.
Materials and Methods

Preparation and Testing of Pathogenic Strains. S. Pullorum
and S. Enteritidis, isolated from a local farm in Yangzhou, China, and then cultured for several generations, were used as pathogens to challenge day-old chicks. Bacteria were cultured in Luria-Bertani (LB) broth at 37 ∘ C for 12 h in a shaking incubator at 200 rpm/min before infection. The concentration of bacteria was diluted to 10 7 cfu/mL.
Cloaca swabs were used to collect samples from two groups to test for the presence of Salmonella before the challenge. Each sample was cultured in 10 mL of LB broth at 37 ∘ C for 10 h and then plated on SS (Salmonella Shigella) agar at 37 ∘ C for 24 h before testing colonies with Salmonellaspecific polyclonal antibodies (SSPA).
Challenging and Sample
Collection. All experimental procedures were performed in accordance with the Guidelines for Experimental Animals established by the Ministry of Science and Technology (Beijing, China). Ninety Langshan chickens from the Rugao Langshan Chicken Genetic Resources Preservation Field were used. S. Enteritidis strains and S. pullorum strains were cultured in the liquid LB medium for 12 hours, and the bacterial concentration was determined via spectrophotometry before orally challenging the chicks. 10 mg/vial of poly(I:C) was purchased (Invivogen, San Diego, California, USA, CAS number: 31852-29-6 tlrlpic). Chicks were fed with autoclave sterilizing chick feeds and divided into four groups, which were maintained in biological isolation. Twenty chicks were assigned to each of the three infected groups and 30 to the control group. All were maintained under uniform conditions of feeding and drinking ad libitum, at a temperature of approximately 33 ∘ C and 24-hour illumination. Twenty chicks were challenged with inoculum containing 10 7 of S. Enteritidis via oral administration ("group SE"). Another 20 chicks were challenged with 10 7 S. pullorum via oral administration ("group SP"). Another 20 chicks were challenged with 1 mL of poly(I:C) in diluent (1 mg/mL) via intramuscular injection into the thigh ("group poly(I:C)"). The control group of 30 chicks was orally perfused with 1 mL normal saline.
All surviving chicks were sacrificed at 7 days postinfection (DPI). Serum samples of those chicks were collected to determine the concentration of IgG, IgM, IL-1 , and IFN-. The spleen and caecum were isolated. After collecting the caecum content, they were placed into liquid nitrogen. Subsequently, spleen and caecum samples of four individuals from each group with intact experimental records were randomly selected and sent to Shanghai Biotechnology Co., Ltd. (SBC), which performed the microarray test.
Calculating Salmonella Load Counts in Caecum Content.
After chicks were sacrificed, the caeca were completely scraped to collect the contents. After measuring the weight of the caecum contents, it was diluted in 100 mL normal saline. 1 mL diluent was further diluted 10-, 10 2 -, 10 3 -, 10 4 -, 10
5 -, and 10 6 -fold in 10 mL normal saline. Subsequently, 1 mL of the diluent of each concentration was directly plated on three plates of SS (Salmonella Shigella) agar at 37 ∘ C for 24 h. The appropriate concentration between 30 and 300 cfu/plate was generated from the 10 4 dilution. The spread plate count method was used to count the number of S. Pullorum or S. Enteritidis colonies. The intestinal load capacity of S. Pullorum or S. Enteritidis was calculated from the formula:
Total number of colonies/mL × 10 4 × 100 mL
Weight of caecum content (g) .
(1)
Determination and Statistical Analysis of the IL-1 , IFN , IgG, and IgM Content in Serum.
Chicks were first sacrificed by cervical dislocation, then blood was immediately collected from heart. Subsequently; the bodies were dissected for collection of tissues. The collected blood without anticoagulant was incubated at 37 ∘ C for 2 h. Then, the blood was kept at 4 ∘ C overnight. After the serum naturally separated from the whole blood, this mixture was centrifuged at 3000 rpm/min for 10 min at 4 ∘ C. The upper serum layer was transferred into a new, sterile 1.5 mL centrifuge tube and stored at −80 ∘ C, and the blood cell layer was discarded. The IL-1 , IFN , IgG, and IgM content in the serum was determined with an enzyme-linked immunosorbent assay (ELISA) kit (Shanghai Yueyan Biotech Co., Ltd. Shanghai, China) according to the manufacturer's instructions. The absorbance in each well was determined via a microplate reader (NanoQant Infinite M200 PRO, TECAN, Männedorf, Switzerland). These raw results were used to fit a binomial regression line as a standard curve to calculate the IL-1 , IFN , IgG, and IgM content in serum samples. A one-way ANOVA was used to analyze all of the concentration data for each immunity index. The LSD algorithm was used for multiple comparisons. All analyses were carried out in Microsoft Excel 2010 (Microsoft Corporation (China), Beijing, China).
Identification of Salmonella in Spleen via
Immunofluorescence. To investigate Salmonella invasion of tissues, spleens were collected for making frozen sections and stained with a fluorochrome-labeled polyclonal antibody. The chicken spleens were cut into 6 m thick slices by a freezing microtome (CM1950, Leica, Wetzlar, Germany), which were fixed with −20 ∘ C acetone for 10 min followed by washing with phosphate buffered saline (PBS) for 5 min three times and subsequently were incubated with 10% goat serum to block the unspecific antigens for 1 h then loading the diluent of Salmonella-specific polyclonal antibodies and incubating overnight. At the second day, after washing with PBS 5 min × 3 times, the secondary goat anti-mouse immunoglobulin (BOSTER, Wuhan, China) tagged with Cy3 fluorophore was added, incubated at 37 ∘ C for 1 h, and then washed with PBS 5 min × 3 times again. Subsequently, sections were incubated with 4 ,6-diamidino-2-phenylindole (DAPI) (BOSTER, Wuhan, China) for 15 min at room temperature. Finally, the fluorescence anti-quenching agent (BOSTER, Wuhan, China) was added to sections, which were observed under an Inverted Fluorescence Microscopy system (IX71, OLYMPUS, Tokyo, Japan).
Microarray Hybridization Experiment.
Four spleen samples and four caecum samples (from the same 4 individuals within each group) were sent to Shanghai Biotechnology Co., Ltd. (SBC, Shanghai, China) for the microarray hybridization. After strict total RNA extraction and quality control for each tissue sample following the standard protocol of SBC, two RNA samples from the same group were mixed and hybridized with one Agilent Chicken Whole Genome Expression chip (Agilent. SingleColor.26441). As a result, in each group there were two biological replications. All raw microarray data were normalized with the Quantile algorithm [20] via Gene Spring Software 11.5.1 (Agilent Technologies, Santa Clara, CA, US).
Filtering and Analyzing
DEGs. Gene Spring Software 11.5.1 was adopted for further filtering of DEGs from normalized data through a series of quality control steps. At first, all detected probes were kept. The QC probes were removed. Two chips, one for male and the other for female, were used for each group as biological duplications. The following filtered data were created from the Advanced Analysis operation: significance analysis, corrected value cut-off: 0.05; post hoc test: Tukey HSD; selected test: oneway ANOVA; value computation: asymptotic; multiple testing correction: Benjamini-Hochberg. The expression data from the control group were used as the control. Primary DEGs with fold changes ≥1.5 and ≤0.75 were retained. Then those with fluorescence intensity more than 100 were kept as candidate genes from the results of clustering analysis carried out for all DEGs, and comparative analysis was performed with Gene Spring Software 11.5.1. Subsequently, DAVID (http://david.abcc.ncifcrf.gov/) [21] was used in the enrichment analysis of gene ontology (GO) and KEGG pathways.
qRT-PCR Validation of Microarray Data.
Five genes with significant differential expression folds were selected to validate the reliability of the microarray data: RSFR, VPREB3, CD72, IL15, and GAL1 (see Table S7 , in Supplementary Material available online at http://dx.doi.org/10.1155/2014/154946). The experimental design for the qRT-PCR was the same as that used for the chips, but each sample had four technical replicates. The same RNA samples that were used in the microarray experiment were used for qRT-PCR. The relative quantification of the RT-PCR experiment was performed according to the instructions of the PrimeScript RT Master Mix kit and SYBR Premix Ex Taq II kit (PrimeScript RT Master Mix (Perfect Real Time, DRR036); SYBR Premix Ex Taq II (Tli RNase H Plus, DRR820). The Applied Biosystems 7500 Real-Time PCR System was used for this experiment. REST was used to analyze the experimental results [22, 23] .
Results and Analysis
Infection Status. By 7 days postinfection (7 DPI)
, when all chicks were sacrificed and sampled, the mortality of group SE was 15%, and the mortality of group SP was 10%. No chicks died in group poly(I:C) before they were sacrificed, which suggests that the dose of bacteria used to challenge day-old chicks was appropriate to stimulate immunoreaction but did not cause high mortality. Necropsy was carried out, and no obvious pathological changes were found. We inferred that these results were probably caused by bacteremia, which led to multiple organ failure. This study aimed to investigate the immunoreaction to Salmonella in vivo. Thus, dead individuals were removed and only live chicks were used for follow-up experiments. Chicks whose serum was not collected were also removed from this study.
Results of Determining Salmonella Counts in Caecum
Content. The results (Table 1) indicate that Salmonella was identified in groups SE and SP. The microbial load of Salmonella in groups SE and SP was nearly 10 7 cfu/g; there was no significant difference between the two groups. No Salmonella was found in the control and poly(I:C) group. Salmonella remained in the caecum until 7 DPI, which mean that immunoreaction might continue to occur.
IL-1 , IFN , IgG, and IgM Content in Serum.
The level of two cytokines (IL-1 , IFN ) and two antibodies (IgG, IgM) was determined via ELISA ( Table 2 ). The mean IL-1 concentration of the control group was significantly lower than the poly(I:C) group. The mean IFN concentration of the control group was significantly lower than the SE group. Thus, a significant, though moderate, immune response could be detected at 7 DPI. In terms of the adaptive immune response, the IgG level of group SP was significantly higher than that of the other groups. Although the average IgM level of the SP group was not significantly higher than the other groups, it was at least 10 mg/L more than other groups. The results show that chicks had different Ig response patterns to S. Enteritidis and the adaptive immune system of chicks challenged with S. pullorum was activated. To investigate the expression changes of this phenomenon, the microarray experiment was performed to identify differences at the mRNA level.
Salmonella Still Exists in Spleen at 7 DPI.
We also carried out immunofluorescence experiments on frozen sections of the chicken spleens. At 7 DPI Salmonella still could be found in the spleens of groups SP and SE ( Figure 1 ). The number of bacteria in the SP group (total 3882.92 positive spots/mm 3 ) was significantly greater than that of the SE group (total 1244.52 positive spots/mm 3 ). The control group and the poly(I:C) group were free from Salmonella. This result suggests that S. Pullorum has a stronger tissue invasion ability than S. Enteritidis for the strains used in this experiment.
Statistical Description of DEGs of Spleen and Caecum in the SE, SP, and Poly(I:C) Groups.
DEGs in the spleen with a value < 0.05 and a FC (Fold Change) ≥1.5 for each group are shown in Table S8 . The proportion of upregulated genes in group SP was greater than that in the other two treatment groups, which suggests that the immune response might be still active at 7 DPI, in agreement with the immune index. In contrast, the proportion of downregulated genes in the poly(I:C) group was slightly higher than the other two groups.
The DEGs in the caecum for each group were identified, and the statistics are shown in Table S9 . Because poly(I:C), which was not administered orally, initiated immune stimulation through the blood rather than the intestinal track, we hypothesized that there would be fewer DEGs in the caecum than those of the other two groups, which was confirmed by the results (Table S9 ). In addition, the identified DEGs were not primarily enriched in immune processes. The proportion and the absolute quantity of DEGs in group SP were 16.21% greater than those in group SE, which indicates that immune response in the SP group was still active and the pathogenesis mechanisms were distinct between SP and SE groups.
Filtering and Analyzing DEGs in the Spleen
. Through a series of filtering steps, the DEGs with high expression and high differential expression were obtained in group SP. There were 16 upregulated probes with |FC| ≥ 2, Fluorescence Signal, and Raw Data > 100 (Table S1-1), of which 7 probes had annotation information (Table 3 (a)). Some of these genes are reported to be correlated with immune regulation. RANGAP1 is a GTPase activator of RAN, and SLCO1B3 is an important membrane transport protein. VAV2 is an oncogene family member that is expressed in multiple tissues, unlike VAV1, which is only expressed in hematopoietic cells. Boettcher et al. found that, at early stages of the immune response, P+GC triggered the amplification cascade of the Cav1-Vav2-RhoA signal pathway dependent on phosphotyrosine, leading to the rearrangement of the cytoskeleton and blocking host cell phagocytosis of bacteria [24] . However, the function of the rest of the probes was unknown.
Ten downregulated genes (Table S1 -2) were obtained from group SP, six of which were annotated (Table 3(b)). Some of these have been observed to play an important role in immune function. Nitto et al. reported that RSFR (leukocyte ribonuclease A-2) not only acted as a nuclease but also had a antibacterial activity [25] . The mutation of MERTK (Protooncogene tyrosine-protein kinase MER) was associated with blocking phagocytosis by retinal pigment epithelial cells and with retinitis pigmentosa [26] . Linger et al. found that MerTK, Nyk, and Tyro12 mediated pathologic platelet aggregation, macrophage-mediated clearance of apoptotic cells, release of cytokines, and differentiation and proliferation [27] . RAB32 is an important factor in autophagy in fruit flies and also in lipid deposition [28, 29] , and the mutation of specific sites was linked to susceptibility to lepriasis [30] . In addition, it also mediated protein trafficking to lysosome-like organelles. Mutation of TPRN was associated with recessive progressive autosomal deafness syndrome [31] . TMEM140 may be involved in maintaining the activity of stem cells [32] .
After filtering the array results of other two groups, there were 67 DEGs in group SE and 66 DEGs in the poly(I:C) group (Tables S2-1, S2 -2, S3-1, and S3-2). Except for VPREB3 (upregulated) and RSFR (downregulated), the other genes were mainly involved in the circulatory system and hemocyte development. RSFR is an antimicrobial protein that was downregulated in the SE and poly(I:C) groups, which might reflect the repression of innate immunity system. VPREB3 was the most highly differentially expressed gene in the poly(I:C) group, about 7.5 times more than the control. It was reported that this gene encoded a protein that is homologous to mouse VpreB3 (8HS20), which is specifically expressed in every stage of B lymphocyte differentiation, and correlated with inchoate heavy chain, which was produced in the process of the generation of the B lymphocyte receptor. 
Filtering and Analyzing DEGs in the Caecum.
Expression profiles in the caecum of group SP were determined using the procedures described above. Fifty-two upregulated probes (34 were annotated) and 18 downregulated probes (10 were annotated) were identified (Tables 4(a) and 4(b), Tables S4-1 and S4-2). Colonization of the caecum content was observed when the challenged group was sampled, indicating that the expression profile of that tissue should reflect the immune response. Wong et al. showed that FHL2, which upregulated in the current study, could regulate the expression of IL6 via the p38 and NF-B pathways and was involved in the protection of muscle cells and inflammatory response after damage [34] . However, other DEGs in the caecum were mainly involved in muscle development according to their annotation. For example, PDLIM3 is highly expressed in developing human skeletal muscle [35] . Among the downregulated genes, IFIT5 (interferoninduced protein with tetratricopeptide repeats 5) is a protein involved in immune response. Vanderven et al. studied the immune response to duck influenza and found that IFIT5 was upregulated 1000 times as much as the control [36] . In addition, other researchers found that this gene was associated with antivirus and antibacterial activity [37, 38] . Downregulation of this gene at 7 DPI suggests that the immune process was being downregulated and innate immune activity repressed. CATHL3, an antimicrobial peptide, was also identified. CD72, which was identified as the gene downregulated the most, was downregulated 12.87-fold. Alcón et al. reported that CD72 was a repressive receptor on the surface of the NK cells, which regulates the production of cytokines [39] . Downregulation of this gene might facilitate production of more cytokines in NK cells. There is minimal information regarding the effect of the other downregulated genes on the immune system. Given the fact that the IgG level of group SP was significantly higher than the other two treatment groups, it may be inferred that the intestine was still infected, but the chief mode of immune protection had shifted from cellular immunity to adaptive immunity.
The upregulated genes of the SE and poly(I:C) groups were not enriched in immune function; however, some downregulated genes in the SE and poly(I:C) groups were linked to immune response (Tables S5-1 (fold change = −10.26) were identified as downregulated genes in group SE. The B-G segment was identified by Miller et al. as an important variable area of chicken MHC [40] , which is involved with antigen presentation. The downregulation of this gene indicates that the antigen presentation was repressed, potentially leading to lower expression than in the control group, while tissue reconstruction activity had begun.
Common DEGs in All Three Experimental Groups.
A Venn diagram illustrates the differences and similarities among the three treatment groups (Figure 2 ). There were four annotated genes out of 11 DEGs present in all three groups in the spleen (Table 5 ). These four genes were: SOX5; an enhancement element of COL2A1, which modulated the activity of the promoter of the reverse transcription transposon known as LINE; RBM16 and RBM9, which are involved in mRNA editing; and FAH, which participates in the catabolism of tyrosine. Transcription was obviously active in the spleen, inferring that these four genes might play a role in immune response and development of the spleen. There were four annotated genes of the six DEGs found in the caecum of the three treatment groups (Table 6 ). Two of these four genes, SOUL and ANLN, were upregulated. The SOUL protein is a new member of the BH3 protein family that triggers apoptosis via initiating the mitochondrial permeability transition [41] . The two downregulated genes were FCN2 and ACSL1. FCN2 indirectly activates the innate immune system via enhancing the activity of neutrophil granulocyte phagocytosis of Salmonella Typhimurium and is also regarded as an immune opsonin [42] . The downregulation of FCN2 indicated that innate immune activity might be repressed in the caecum 7 DPI.
Most DEGs were only found in one group, which demonstrated that, at 7 DPI, the three groups had very different expression profiles, reflecting the different physiological status of each treatment group.
GO and Pathway Enrichment Analysis of DEGs. GO and
Pathway enrichment analyses of DEGs were carried out by using the online tool DAVID. DEGs in the SP group were clustered into 11 classes under medium parameters for Biology Process (BP) in GO ( Table 7 ). The class with the highest enrichment value included immune response, development, and differentiation of lymphoid tissue and differentiation and activation of lymphoid cells, which was specific to the differentiation of T-cells and positive regulation of T-cell activity, but other classes were enriched in material and energy metabolism.
The same analyses were carried out on the SE and poly(I:C) groups. Clustering DEGs in group SE using the GO Biology Process showed enrichment in coagulation and wound-healing processes, which might be correlated with immune response leading to injury to the spleen. DEGs in the poly(I:C) group were primarily enriched in nucleic acid metabolism processes, which may indicate that poly(I:C) promotes the activity of nucleic acid metabolism-related pathways.
Furthermore, caecal DEGs of group SP were enriched in a cluster similar to the splenic DEGs of group SP (Table 8) , mainly antibacterial processes and activation of antibacterialrelated innate immune pathways for GO BP, membrane system and cytoskeletal components for GO CC, nucleic acid metabolism and ion-binding proteins for GO molecular function (MF).
As seen from Table 9 , 11 DEGs were involved in the splenic immune response in group SP. According to the enrichment analysis of the caecum of the group SP, there were eight genes (Table 10 ) involved in the immune response to bacteria. However, not all of these genes had the same direction of expression. Some of them were upregulated in the spleen of group SP, whereas those DEGs in the caecum of group SP were primarily downregulated.
Results of qRT-PCR.
Five genes selected from the above results (RSFR, IL15, VPREB3, CD72, and GAL1) were used for qRT-PCR to validate the reliability of microarray data. As depicted in Table 11 , the results of qRT-PCR showed the same expression trend as the microarray data. VPREB3 was expressed in the spleen, and the transcription abundance in the challenged group at 7 DPI was significantly higher than the control group. This result suggests that VPREB3 expression is correlated with B cells migrating into the spleen, experiencing clonal selection and reaching maturity.
Discussion
Salmonella were present in the content of the caecum, and, therefore, bacterial colonization still existed in the intestine in challenged groups at 7 DPI. This experiment simulated the oral infection route of Salmonella in a chicken farming operation and suggests that a persistent infection could effectively stimulate the immune response. According to the results of the serological Ig test, S. pullorum effectively activated adaptive immunity by the 7th day after the challenge, while the innate immune system had been repressed. Furthermore, the adaptive immunity index of the poly(I:C) group was the same as the control, whereas the innate immunity index of interleukin and interferon were higher than those of control. Typically, at the 7th day after Salmonella infection chicks mortalities would reach its peak, but in the present study, its infectious ability was not severe enough to lead to high mortality but did effectively activate the immune system [43] . Because the bacterial strains we chose were not the original field wild strains but strains cultured for several generations, their virulence had been weakened. The splenic expression profile of group SE did not reflect typical bacterial infection response and did not show relatively high level of IFN , which is involved in a complex regulation network including the response to highly pathogenic avian influenza viruses [44] .
The spleen is a peripheral immune organ that plays a major role in immune response. The number of DEGs in the poly(I:C) group was greater than that of groups SE and SP. This suggested that poly(I:C) was an efficient immune activator when it was injected into the chick's thigh muscle, because it directly stimulated the spleen via transporting the poly(I:C) from the thigh muscle through the circulation.
It is of interest that the number of DEGs in the caecum was less than the number of DEGs found in the spleen. We inferred that, at 7 DPI, the normal function of the caecum was recovering from the active immune response. Because the poly(I:C) group did not directly stimulate the caecum, the number of DEGs was the lowest of all treatment groups. The 296 DEGs identified in the poly(I:C) group in the caecum were likely caused by differences in normal physiological status between individuals.
Both significantly upregulated genes and enriched clusters revealed the activity of the immune system in the spleen of group SP. At 7 DPI, group SP displayed effective activation of adaptive immunity given that the genes activating adaptive immunity were identified. Most upregulated genes were involved in the activation of B lymphocytes and the related adaptive immune function. The downregulated genes correlated with repression of the innate immune system and enhancement of the adaptive immune system in the SP group.
Based on the functions of those DEGs, identified in the spleen of the SP group, it may be inferred that, at 7 DPI, VAV2 was upregulated to reduce antigen uptake, and the transcription abundance of other genes involved in phagocytosis was downregulated. At early stages of response by the innate immune system, downregulation of these innate immunity-related genes suggests that they might have important functions and be highly expressed. Genes repressing innate immune activity may be crucial regulators of activating the adaptive immune system because the expression was evidently associated with both the innate and adaptive immune systems [45] . However, according to Boettcher's study, VpreB3 (8HS20) was not expressed in the spleen, which was contradictory to our result, which was validated by qRT-PCR. We hypothesize that this inconsistency may be due to differences in the mechanism of activation of the immune system in the chicken and mouse.
In the poly(I:C) group, the result of the serological test was not consistent with the characteristics of expression profile of the spleen and caecum. We hypothesize that because poly(I:C) was injected directly into the thigh muscle, it stimulated not only immune organs but also other tissues to produce an extended immune response and release more cytokines. This was an expected result, because poly(I:C) is known as a viral analog that mainly stimulates the antiviral pathway [14] . It was a different type of antigen from the two serotypes of Salmonella, which were live bacteria that produced a complex immune response, activating the innate immune system and subsequent adaptive immunity. Furthermore, the disease symptoms of S. Enteritidis and S. pullorum are distinct from each other [1] , which means that some differences exist in the immune process, which were reflected in the microarray profiles.
The IgG level of group SP was higher than the other two treatment groups. Considering the results of the enrichment analysis of the expression profiles of each group, it was deduced that group SP remained in an immune reactive state, but group SE seemed to be recovering from the S. Enteritidis infection at 7 DPI. This distinction has been reported to be correlated with the different measures of pathogenic invasion and colonization [46] . S. Enteritidis mainly colonizes in the intestine, but S. pullorum can invade organs such as the liver and the spleen. This distinction makes eliminating S. pullorum from the internal tissue environment more difficult and makes S. pullorum tend to reinfect chickens more easily. The activity of nucleic acid metabolism due to a high level of cytidylate in the poly(I:C) group was easier to be observed in the microarray profile at 7 DPI. According to enrichment results of group SP, innate immunity was still active at 7 DPI, especially T-cell maturity and differentiation processes or pathways. The GO MF of DEGs was enriched in membrane and cytoplasmic protein.
Given that most immune cells possess many membrane signal receptors or adaptors, the enrichment in membrane proteins may suggest immune cell activity, which is also supported by the result from the enrichment analysis of the GO cell component (CC), which is chiefly enriched in metallopeptidases and ion-binding proteins relevant clusters. Interestingly, the results of enrichment clustering of MF and CC of DEGs of both the SE and the poly(I:C) groups were similar to that of the SP group. However, gene expression in the caecum of the SE and poly(I:C) groups was not enriched in the immune processes in spite of the similar enrichment results for CC and MF as compared to group SP.
The infection of S. pullorum was still active in the intestine and spleen, where active immune response could be identified via the microarray expression profiles. However, the other two groups seemed to have weaker immune responses given that the DEGs of those groups were enriched in tissue function-related pathways or processes. Therefore, the genes involved in the immune response of group SP according to the enrichment analysis became the focus of the study. Among those genes, several genes were reported to participate in an immune-related process or pathway. For instance, CD28 combines with CD80 to coactivate T-cells [47] ; IL15 is an activation factor for lymphocytes and T-cells, activating the cytotoxic effect of NK cells [48] . However, both CD28 and IL15 were downregulated, which indicated that the differentiation of T-cells or mature of NK cells was repressed.
In our study, the expression profile in the spleen did not reflect the activation of T-cells and NK cells at 7 DPI. However, it has been observed by other researchers that upregulated IL7 promoted the proliferation of pro-B-cells [49] . Therefore, it was inferred that the reason that there was high IgG level in group SP but a low cytokine level (Table 2) was mainly because upregulated IL7 induced the maturation and proliferation of B lymphocytes to produce antibodies to protect against S. pullorum. Although other upregulated genes also promoted cell differentiation and proliferation, downregulated IRF8, which mediates apoptosis of cancerous nonhematopoietic cells via Fas, Bax, FLIP, Jak1, and STAT1, availed the proliferation of stem cells in the spleen [50, 51] . NF-kappaB is an important transcription factor in the innate immune system; its expression level is regulated by Notch1 through an intricate regulation pathway [52] , and it receptor-interacting serine-threonine kinase 2 Down [53] . The upregulation of Notch1 in our experiment suggested that the NF-kappaB pathway might be involved in cytokine release.
We also identified several immune-related DEGs from the enrichment results of the caecum in the group SP. However, only the 5-hydroxytryptamine (serotonin) receptor 2B, a neuropeptide, and adiponectin, a metabolism-regulating hormone [54] , were upregulated. The other six genes were all downregulated. This situation indicated that the innate immune system was repressed, whereas adaptive and mucosal immunities might be enhanced in a challenged caecum at 7 DPI compared to normal caecal tissue. In addition, neither the 5-hydroxytryptamine (serotonin) receptor 2B nor adiponectin has been reported to be directly associated with immune response, but they might regulate immune function by an unknown mechanism via indirect signal transduction.
Some immune-related genes that were identified lacked functional information. Because of the differences between the immune systems of poultry and mammals, immunerelated genes that exist in both might not be regulated in the same way [55] [56] [57] . The microarray analysis will be helpful for further study of the immune response of poultry to specific pathogens. At the same time, the identified genes could be used as candidates for breeding disease-resistant poultry.
Finally, we found that some highly expressed genes were not annotated, but some probes were aligned with some segments of bacterial genes with E-value ≤ 0.1 via the tBLASTx program, which hinted that these probes might correspond to some unknown immune response mechanism. Whether the sequences corresponding to those probes are correlated with coevolution of the immune system and pathogens or horizontal transmission of sequence segments of pathogens requires further research.
Conclusion
The expression profiles were distinctly different in each challenged group, indicating different pathologic processes. The DEGs of the group infected with S. pullorum in the spleen were enriched in lymphocyte proliferation-related pathways, which suggested that T cells or B cells were activated at 7 DPI. However, the DEGs in the same group in the caecum were enriched for innate immunity or antibacterial response, indicating that inflammation of the gut was still present. Some of these enriched genes are involved in promoting the immune response. Furthermore, the DEGs found across all three groups may represent global response factors to different pathogens. All identified DEGs warrant further investigation into their roles in the immune system and may potentially be utilized as candidate genes to assist in the breeding of disease-resistant lines, thereby reducing the need for use of antibiotics or medicines.
